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ABSTRACT The urinary tract is one of the most frequent sites of bacterial infection in humans. Uropathogenic Escherichia coli
(UPEC)strainsaretheleadingcauseofurinarytractinfections(UTIs)andareresponsibleforgreaterthan80%ofuncompli-
catedcasesinadults.Infectionoftheurinarytractoccursinanascendingmanner,withcolonizationofthebladderleadingto
possible kidney infection and bacteremia. The goal of this study was to examine the population dynamics of UPEC in vivo using
amurinemodelofascendingUTI.TotrackindividualUPEClineageswithinahost,weconstructed10isogenicclonesofUPEC
strainCFT073byinsertinguniquesignaturetagsequencesbetweenthe pstSandglmSgenesattheattTn7chromosomalsite.
Miceweretransurethrallyinoculatedwithamixturecontainingequalnumbersofuniqueclones.After4and48h,thetagspres-
entinthebladders,kidneys,andspleensofinfectedmicewereenumeratedusingtag-speciﬁcprimersandquantitativereal-time
PCR.TheresultsindicatedthatkidneyinfectionandbacteremiaassociatedwithUTIaremostlikelytheresultofmultiple
roundsofascensionanddisseminationfrommotileUPECsubpopulations,withadistinctbottleneckexistingbetweenthekid-
neyandbloodstream.Theabundanceoftaggedlineagesbecamemorevariableasinfectionprogressed,especiallyafterbacterial
ascensiontotheupperurinarytract.AnalysisofthepopulationkineticsofUPECduringUTIrevealedmetapopulationdynam-
ics,withlineagesthatconstantlyincreasedanddecreasedinabundanceastheymigratedfromoneorgantoanother.
IMPORTANCE Urinary tract infections are some of the most common infections affecting humans, and Escherichia coli is the pri-
marycauseinmostuncomplicatedcases.Theseinfectionsoccurinanascendingmanner,withbacteriatravelingfromtheblad-
dertothekidneysandpotentiallythebloodstream.Littleisknownaboutthespatiotemporalpopulationdynamicsofuropatho-
genic E. coli within a host. Here we describe a novel approach for tracking lineages of isogenic tagged E. coli strains within a
murine host by the use of quantitative real-time PCR. Understanding the in vivo population dynamics and the factors that shape
thebacterialpopulationmayprovetobeofsigniﬁcantvalueinthedevelopmentofnovelvaccinesanddrugtherapies.
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I
nhealthyadults,theurinarytractisasterileenvironment.How-
ever, it is also one of the most common sites of bacterial infec-
tion in humans. It has been estimated that 40 to 50% of adult
women will have experienced at least one urinary tract infection
(UTI) in their lifetime, with many experiencing recurrent UTIs
(1). During the year 2000, for example, UTIs resulted in an esti-
mated 8.2 million physician visits, 1.7 million emergency room
visits, and 366,000 hospitalizations of men and women, with an
annual projected cost of more than $3.4 billion (2). The extraint-
estinal pathogen uropathogenic Escherichia coli (UPEC) was
found to be the primary cause of community-acquired UTI, in as
many as 80 to 90% of cases, and accounts for approximately 40%
ofnosocomialUTIs(3,4).Frequently,UPECstrainsthatcolonize
theurinarytractofapatientcanalsobesampledfromthepatient’s
gastrointestinal tract, suggesting that the UPEC strains may orig-
inate from the patient’s own intestinal ﬂora (5). Transmission of
UPEC may also occur via ingestion of contaminated food (6),
sexual transmission (7, 8), and has even been suggested to occur
person-to-person in the absence of sexual contact (9). Up to 95%
of UTIs progress in an ascending manner, beginning with bacte-
rial colonization of the periurethral area followed by infection of
the bladder, leading to the development of cystitis. Bacterial as-
censionoftheuretersmaythenleadtokidneyinfection(pyelone-
phritis), and dissemination from the kidneys to the bloodstream
(bacteremia) may occur if the infection is left untreated (10, 11).
Between15%and50%ofpatientswithsymptomaticacutecystitis
also develop acute pyelonephritis, and approximately 12% of
these patients develop subsequent bacteremia (12).
Bacterialascensiontotheupperurinarytractisacomplexpro-
cess. While in the bladder, UPEC is capable of invading the cyto-
plasm of superﬁcial facet cells and creating clusters of rapidly
growing bacteria termed intracellular bacterial communities
(IBCs) (13, 14). IBCs are thought to aid bacteria in evasion of the
immune system and serve as a reservoir for subsequent UTIs.
Planktonic bacteria allow the spread of bacteria away from the
bladder. Bacteria must ﬁrst ascend the ureters against the ﬂow of
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to the host bloodstream. All of this takes place while bacteria at-
tempt to avoid the host immune response. Thus, the ureters and
the kidney epithelial and capillary endothelial cell layers that sep-
arate the kidney from the bloodstream may act as barriers for
ascending infection. The importance of ﬂagellum-mediated
motility for ascension of UPEC to the upper urinary tract and
dissemination into the bloodstream, as well as for the mainte-
nance of persistent infection, has been well established (15–
17). However, compared to that seen with bacteria cultured in
vitro, transcription of genes related to ﬂagellum-mediated mo-
tility and chemotaxis was previously shown to be generally
downregulated in an experimental mouse model of ascending
UTI over a 10-day period (18) and in urine recovered from 8
women with UTI caused by E. coli (19). Given these data, it
seems likely that expression of ﬂagellar proteins occurs in only
a single clonal subpopulation of bacteria at any given time. If
this hypothesis were true, then clonal expansion of motile
UPEC lineages in the bladder would facilitate ascension of one
or both of the ureters and entry into the kidney. Since both
kidneys and the spleen can become highly colonized over time
in a patient with an untreated UTI, there is a strong possibility
that multiple rounds of ascension and dissemination of clonal
motile bacterial subpopulations arise.
The aim of this study was to systematically examine the in vivo
population dynamics of UPEC during ascension and dissemina-
tioninamurinemodelofUTI.Toinvestigatethegrowthdynam-
ics of UPEC within an animal host, we generated 10 unique iso-
genic clones of wild-type UPEC strain CFT073 by introducing
random nucleotide signature tags into the genome by Tn7 trans-
position. These tagged bacterial strains were phenotypically iden-
tical, each carrying a unique 40-bp DNA signature tag within a
noncoding sequence of the chromosome at the pstS-glmS inter-
genic region. Tag-speciﬁc PCR primers allowed us to enumerate
each unique lineage during experimental UTI by the use of quan-
titativereal-timePCR(qPCR).Lossordepletionofataggedstrain
served as an indication of bacterial death, while dissemination
between organs was approximated by the number and amount of
unique strains present within each of the organs. We found that
kidney infection and bacteremia associated with UTI seem to be
the result of multiple rounds of ascension and dissemination and
not necessarily of the expansion of a single clonal UPEC lineage.
The UPEC lineages also appeared to behave as a metapopulation
during UTI, in that the abundance of each tag was continually
being modiﬁed by bacterial replication and death as well as by
migrationofbacteriafromoneorgantoanother.Thenumbersof
each tagged bacterial strain within the animal host became less
even, with respect to the inoculum, as bacteria ascended the uri-
narytractandspreadsystemically.Thenumbersoftaggedlineages
alsobecamelessevenasinfectionprogressedovertimeinthesame
organ location.
RESULTS
Growthanddetectionoftaggedstrains.Tostudythepopulation
kineticsofUPECduringascendingUTIinahost,weutilizedaTn7
transposontoconstruct10uniquelytaggedCFT073clones.Inser-
tion of Tn7 transposons into the bacterial chromosome occurs at
a high frequency near the end of the glmS operon (Fig. 1A) and at
a lower frequency in other chromosomal sites (20, 21). Since Tn7
insertsoutsidetheactualglmScodingsequence,itshouldhaveno
deleterious effects on host gene transcription. The tagged UPEC
strains are genetically identical, with the exception of the 40-bp
sequenceinthetransposonthatservesastheuniquetag.PCRwas
usedtoverifythatthetransposonscarryingthe40-bpuniquetags
were inserted between the glmS and pstS genes at the high-
frequency attTn7 attachment site (data not shown). To conﬁrm
that all of the tagged CFT073 strains were able to grow similarly,
growth of each strain was measured over 12 h in both Luria-
Bertani (LB) and sterile pooled human urine (Fig. 1B and C). As
expected, all 10 UPEC lineages grew in LB and human urine at
rates that were not signiﬁcantly different.
C57BL/6J and CBA/J mice were infected with mixture of 1 
108 bacteria containing equal amounts of each tagged strain. The
typical colonization patterns observed at 4 and 48 h postinfection
FIG 1 Construction of isogenic tagged E. coli CFT073 clones. (A) Tn7 trans-
poson carrying the unique tag inserts at the attTn7 site between the glmS and
pstS genes of the E. coli CFT073 chromosome. (B and C) The tagged strains
exhibited no differences in growth rates in either LB (B) or pooled human
urine (C).
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shown in Fig. 2A, while bladder and kidney bacterial loads for
CBA/J mice are shown in Fig. 2B. At 48 hpi, C57BL/6J mice dis-
playedamorerobustbladderinfectionthanCBA/Jmice,withthe
strainsshowingsimilarlevelsofcolonizationat4hpi.CBA/Jmice
tended to have higher colonization in the kidneys. To determine
the sensitivity of our assay measuring tag abundance, we com-
bined equal numbers of the tagged CFT073 strains and cultured
the same volume of undiluted (1  108 bacteria) and samples
diluted to 25% (2.5  107 bacteria), 2.5% (2.5  106 bacteria),
0.25% (2.5  105 bacteria), 0.025% (2.5  104 bacteria), and
0.0025% (2.5  103 bacteria) of the original undiluted culture on
selective LB agar plates. Bacteria were washed from the entire
plate,andgenomicDNA(gDNA)wasextractedfromaportionof
the sample. The relative quantities of the tags, as measured by
qPCR, in the diluted samples were then compared to the abun-
danceofeachspeciﬁctagintheundilutedsamplenormalizedto1
(Fig.2C).Thesamplecontaining25%ofthetotalbacteriapresent
in the original culture, equivalent to amount of bacteria used in
our in vivo experiments, yielded an accurate representation of the
abundance of each tag present in the 100% (undiluted) sample.
More variation in the quantities of each tag was observed as the
samples became more diluted, resulting in some tags being over-
representedorunderrepresentedinthesamplescontainingafrac-
tion of the bacterial population in the undiluted culture.
The population of tagged strains does not remain homoge-
neous during experimental infection. Quantitative real-time
PCR was used to determine the presence of each tag and relative
tag abundances in each of the organs tested at 4 and 48 hpi. We
ﬁrst examined how many tags were present in the organs, regard-
lessoftheirrelativequantities.Twodifferentmousebackgrounds,
C57BL/6J and CBA/J, were used in these studies. C57BL/6J is the
most widely used inbred strain and was the ﬁrst mouse strain to
haveitsgenomesequenced(22),whileCBA/Jmicehavebeenused
extensively in the ascending UTI model (18, 23–26).
At 4 hpi, 13/15 (~87%) of C57BL/6J mice and 9/15 (~60%)
CBA/J mice had detectable levels of all tags in their bladders
(Fig.3).TwoC57BL/6JmiceandsixCBA/Jmicelostatleastoneof
the tagged strains in the bladder population at this time point,
signifying that death or loss of clonal lineages occurs early after
infection in the murine model and has the potential to alter the
population structure. The tagged CFT073 strains were able to
reach both the kidneys and the bloodstream, as measured by bac-
teria in the spleen, by 4 hpi. Also at 4 hpi, the number of tags
detected decreased as bacteria ascended the urinary tract com-
pared to the number present in the bladder in both mouse lines,
suggesting that the ureters and epithelial and endothelial barriers
separating the kidney tubules from the bloodstream represented
signiﬁcant barriers to the invading bacteria. Mice sacriﬁced at
48 hpi displayed even fewer organs containing all of the tags pres-
entintheinitialinoculum.Only3ofthe14(~21%)bladdersfrom
C57BL/6J mice and 2 of 15 bladders (~13%) from CBA/J mice
contained detectable levels of all tags (Fig. 3). The kidneys and
FIG 2 Levels of colonization in the mouse organs and in vitro veriﬁcation of tag detection. (A and B) Typical colonization levels in the bladders, kidneys, and spleens
ofC57BL/6Jmice(A)andbladdersandkidneysofCBA/Jmice(B)at4hpiand48hpiinmiceinfectedwith1108E.coliCFT073.CBA/Jmiceexhibitedalessrobust
level of bladder colonization at 48 hpi than the C57BL/6J mice. B, signiﬁes bladder; LK, left kidney; RK, right kidney; S, spleen. (C) An inoculum sample was prepared,
andequalvolumesofundilutedanddilutedsampleswereculturedonLBagarplatesforgenomicDNAextraction.ThequantityofeachtagwasmeasuredbyqPCRand
comparedtothequantityofthespeciﬁctagintheinoculum(100%)samplenormalizedto1.Thesamplediluted25%,equivalenttotheproportionofbacteriarecovered
from infected mouse organs in this study, did not signiﬁcantly differ from the inoculum sample. Tag name is indicated along the x-axis.
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pared to the same organs at 4 hpi.
Patterns of tag distribution during ascending infection.
Throughout the course of these infections, we observed several
patternsoftagprevalenceduringbacterialchallengeofthemouse
urinarytract.Thepercentageofeachtaginaninfectedorganfrom
C57BL/6J and CBA/J mice is shown in Fig. 4. At 4 hpi and 48 hpi,
we found 5 C57BL/6J mice that contained all or most (8) of the
uniquely tagged UPEC strains in the bladder, left and right kid-
neys, and spleen at approximately the same proportions
(Fig. 4A—mice 1, 11, 14, 15, and 28). Mice sacriﬁced at the later
time point most often displayed bacterial populations composed
mainly of 2 to 4 dominant tags, suggesting that host environment
factors (such as physical barrier of entry into the ureter, mechan-
icalbarriersduetotheﬂowofurine,andneutrophilinﬁltrationas
part of the immune response) caused the population to become
more homogenous and less diverse over time.
The tag proﬁle of the bacterial clones in the spleen would of-
tentimes closely resemble the tagged lineages observed in one of
the kidneys, as would be expected, since the most numerous
clones of uniquely tagged bacteria in the kidney would have the
greatest chance of breaching the 2 cell layers between the kidneys
and bloodstream. However, this was not always the case. In some
instances, we found tagged clones of bacteria in the kidney or
spleen that were not detected in the bladder or kidneys, respec-
tively,organsthroughwhichthebacteriawouldhavehadtotravel
in order to ascend the urinary tract (Fig. 4A, mouse 24; Fig. 4B,
mice 13, 14, 15, and 17). These results imply that some bacterial
lineages are able to ascend the urinary tract but may not persist in
all locations of the urinary tract or persist only as a very small
minority of the population. In the experiment involving CBA/J
mice, the CFT073 strain carrying tag D2 appeared to dominate in
many of the mice at both 4 and 48 hpi. However, the experiments
involvingtheC57BL/6Jmice,whichincludeddatafrom5separate
inocula and infections, did not exhibit a bias towards the strain
carrying tag D2. Thus, the domination of tag D2 in CBA/J mice
was likely a random event that might have diminished if more
CBA/J experiments were performed.
Theeffectofindividualtagsandlocationonthebacterialpopu-
lation. To explore whether experimental infection resulted in dif-
ferencesintheoverallabundanceofUPECclones,weconducteda
two-way analysis of variance (ANOVA) of the normalized pro-
portion of each tagged clone in the bladder, left kidney, right kid-
ney,andspleenduringascendingUTIinC57BL/6JandCBAJmice
(Fig. 5). The variation in tag abundance was greater at the 48-h
timepoint(Fig.5BandD)thanatthe4-htimepoint(Fig.5Aand
FIG3 Frequencyoftaggedstrainsrecoveredfromthebladder,leftkidney,rightkidney,andspleeninC57BL/6JandCBA/Jmice.Detectablelevelsofmosttags
were found in bladders at 4 hpi. The number of unique tags found decreased in the kidneys and spleen and as infection progressed over time.
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Subtle but signiﬁcant differences in tag abundance were seen in
C57BL/6 mice at 4 h, but no signiﬁcant differences were seen at
48h,suggestingthatinitialdifferencesinabundancearenotmain-
tained throughout infection. A similar trend was observed in
CBAJ mice, although the abundance of at least one tag remained
FIG 4 Quantiﬁcation of unique tags in the bladder, left kidney, right kidney, and spleen at 4 hpi and 48 hpi for (A) C57BL/6J mice and (B) CBA/J mice. The
relativequantitiesofeachtaginalloftheorganstestedareshown.B,bladder;LK,leftkidney;RK,rightkidney;S,spleen(usedasaproxyforsystemicinfection);
eachnumberindicatesaspeciﬁcmouse.Atotalof10tagswereusedinexperimentsinvolvingC57BL/6Jmice,while7tagswereusedwiththeCBA/Jmice.Results
for the organs from each mouse are grouped together.
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entintheexperimentsperformedwiththeCBA/Jmice,thetagged
populations still became less even compared to the inoculum as
they ascended the urinary tract and over time.
Population evenness decreases during ascension of urinary
tract and over time. Since the total numbers of uniquely tagged
bacteria in each group differed slightly in different experimental
inocula, as determined by qPCR, we normalized data so that the
results from the experiments could be directly compared. To ac-
complish this, data for each organ were normalized so that the
quantity of each tag relative to other tags in the same sample was
represented as the absolute value of the difference between the
inoculum and data point at either 4 or 48 hpi. The proportion for
a tag in a given organ was expressed as |ln  On| (where n repre-
sents the tag number n, l is the input percentage of tag number n,
and O equals the output percentage of tag number n). The equa-
tion
i1
n |ln  On| yields an average distance each tag moved away
from the amount of the tag in the input over the course of the
experiment. The maximum distance a sample could change was
calculated with the assumption that complete dominance would
resultinonetagbeingpresentat100%oftherecoveredtagsandall
other tags at 0% of the total population. The distance measure of
each sample was divided by the maximum distance measure to
generate an estimation of sample evenness.
These values closely paralleled Pielou’s evenness index; for
simplicity, only the latter is reported (Fig. 6). Pielou’s evenness
index indicates how close the population number of each species
(isogenic tagged clones) is to that of another. The values are con-
strained between 0 and 1, with a community being represented as
more even as the value approaches 1. A decrease in evenness was
observed in comparing clones from the input, bladder, kidney,
andspleensamplesineachexperimentatbothtimepoints.Even-
ness of tagged lineages in C57BL/6J and CBA/J bladders and kid-
neys decreased signiﬁcantly from 4 hpi to 48 hpi (C57BL/6J blad-
der and kidney, P  0.001; CBA/J bladder and kidney, P  0.05
and P  0.01, respectively). Clones present within the spleen at
4hpicontainedexceedinglyunevencombinationsoftagsthatdid
not change signiﬁcantly between 4 hpi and 48 hpi. The lack of
population evenness observed in the spleen samples represented
some of the most extreme measures recorded. The 10 tagged
CFT073 strains used in these studies were also cultured in vitro in
LB broth and subjected to passage every 8 or 16 h for 48 h. The
tagged strains cultured in LB did not demonstrate the dramatic
changes in population evenness that were observed in vivo using
the murine model of ascending UTI, suggesting that the host en-
vironment drives change in tag abundance. The results of in vitro
culture experiments further substantiate the lack of any growth
rate defect in any of the tagged strains (Fig. 1B and C).
FIG5 Two-way analysis of variance (ANOVA) of the organ determined by tag effect on the normalized tag proportion. Data for bladders (circles), left kidneys
(triangles),rightkidneys(squares),andspleens(diamonds)areshown.(AandB)DataforC57BL/6Jmiceat4hpi(A)and48hpi(B)showincreasingvariability
in tag distribution in the bacterial population as infection progressed. The order of A1, A3, A4, B2, B6, C2, C5, D1, D2, and D5 for the 10 tags is maintained
between organs. (C and D) Data for CBA/J mice at 4 hpi (C) and 48 hpi (D) displayed greater variation at both time points, but the trend of increasing tag
disproportionasinfectionprogressedremained.TheorderofA3,A4,B2,B6,C2,D1,andD2forthe7tagsismaintainedbetweenorgans.Therearenoerrorbars
for the 48-hpi CBA/J spleen result, because only 1 mouse had a systemic infection at that time point.
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and principal components analysis (PCA) plots of the data revealed
thatthepresenceandabundanceofaspeciﬁctaggedUPECstrainata
given organ site appeared to occur randomly (Fig. 7; Table 1 and 2).
The goal of these unconstrained ordination analyses was to extract
gradients of greatest variation from the samples and deﬁne similari-
ties and dissimilarities in the data. PCA converts correlated variables
into principal components (uncorrelated variables) that explain the
total variance in a data set, with the ﬁrst principal component ac-
counting for as much of the variability as possible and each subse-
quent component accounting for each subsequent greatest variance.
nMDS approximates a nonlinear transformation of the pattern of
proximities within a data set, while preserving the given order and
remainingmonotonic.Itprovidesavisualrepresentationofthesim-
ilaritiesordistancesamongthedata.Thesetestsrevealedaradialstar
pattern,witheacharmrepresentingsamplesdominatedbyaspeciﬁc
tag.Eacharmconsistedofamixtureofbladder,leftandrightkidney,
andspleensamples,oftentimesfromdifferentmice,illustratingthata
particulartagdidnothaveaconsistentadvantageinasingleanimalor
speciﬁc organ site (Fig. 7).
ThePCAplotscontainingtheﬁrst2principalcomponentsdeﬁne
in 2-dimensional space where the largest variance in the data set lies.
Data for C57BL/6J mice and CBA/J mice
are shown in Fig. 7A and B, respectively.
PCA plots are susceptible to the arch effect
(a U-shaped line of sample points) when
applied to data that follow a gradient in
which there is a progressive turnover of
dominantvariables;thisartifactisobserved
in these graphs. However, PCA was still
usefulwhenexaminingeachvectorloading
value (the Eigen vector coefﬁcient) and Ei-
gen value to identify which tag dominated
each of the vectors. Eigen values represent
the amount of variation captured by each
principal component, while Eigen vectors
act as weighting coefﬁcients and represent
the contribution of each variable to the
principal components. The Eigen values
and Eigen vectors for the C57BL/6J mice
and CBA/J mice are listed in Table 1 and 2,
respectively. These values depict which tag
dominated in each of the vectors (axes).
Eachtagdominatedonlyoneaxis(orprin-
cipalcomponent),withtheexceptionofthe
D2 tags, which showed the most variation
in the PC8 and PC10 axes of the data from
the C57BL/6J mice, and D5, which did not
dominate any axis in the C57BL/6J experi-
ments.
Nonmetric multidimensional scaling
plots for C57BL/6J mice (Fig. 7C) and
CBA/J mice (Fig. 7D) also depict a radial
star pattern. Note that, because this anal-
ysis maximizes the spaces on the graph,
distances between data points can be
compared only to other points on the
same graph. Data points for tags in the
bladder and kidneys in both mouse
strains at 4 hpi (closed symbols) cluster
FIG 6 Pielou’s evenness index for data from C57BL/6J and CBA/J mice
demonstratesthatpopulationevennessdecreasedasafunctionofbothtimeof
infection and ascension from the bladder to the kidneys and bloodstream.
When the tagged strains were cocultured in LB and sampled at 4 h, 24 h, and
48 h, the populations remained more even and closely resembled the input
population.
FIG 7 Multivariate analysis of UPEC reveals that the bacterial lineages behave as a metapopulation in
the murine host, with bacterial replication, death, and migration between infection sites all inﬂuencing
population dynamics. (A) PCA of C57BL/6J mice by the use of normalized tag proportions to compare
the clones between experiments. (B) PCA of CBA/J mice by the use of normalized tag proportions to
comparetheclonallineagesbetweenexperiments.(C–D)nMDSusing100iterativerestartsofC57BL/6J
and CBA/J data, respectively. Closed symbols represent data from 4 hpi, and open symbols signify
48 hpi. The data from the bladders at 4 hpi group together, and the bladders contained lineages of
bacteria that more closely resembled the input. The kidneys at 4 hpi exhibited slightly more clonal
diversity than the bladders at the same time point. By 48 hpi, clones in these organs became more
diverse, resulting in spread of the data points. Populations in the spleen at both 4 hpi and 48 hpi
displayed greater diversity. These effects were not observed in bacteria grown in vitro i nL Ba t4h ,2 4h ,
or 48 h, resulting in the clustering of these data points with the bladder data at 4 hpi.
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mined for the inoculum. At 48 hpi (open symbols), the bladder
and kidney data points spread out as the populations of tagged
strains became less even. Data points for the spleen are more
spreadoutatboth4and48hpi,suggestingthattravelingfromthe
kidney to the bloodstream represents a signiﬁcant barrier to in-
vading bacteria in an ascending UTI. The data for the in vitro LB
cocultures of the 10 tags group together in the center of the
C57BL/6J plot and do not spread out over time, and the tag dis-
tributioninthepopulationremainedquiteevenoverthecourseof
the experiment.
DISCUSSION
Inthisstudy,weconstructed10isogenicuniquelytaggedclonesof
UPEC strain CFT073 (Fig. 1A), a prototypical pyelonephritis
strain, and followed the presence of these tagged strains through
ascensionoftheurinarytractovertimeusingqPCR.Sincebacteria
were recovered from infected organs on LB agar, the resulting
lineages of tagged strains were ampliﬁed following growth on
these plates. This, coupled with the use of qPCR to enumerate the
quantity of each tag in the sample, allowed us to develop an ex-
quisitelysensitiveassaytotrackthepopulationdynamicsofUPEC
in an ascending UTI.
Analysis of the in vivo clones of E. coli CFT073 by the use of a
murine model of ascending UTI revealed that the mixtures of
tagged strains contained bacteria of equal ﬁtness. The strains dis-
playednogrowthdifferencesduringcultureineitherLBorpooled
human urine (Fig. 1B and C), which was expected, since the
strains differed only by the unique 40-bp nucleotide tag. Early
during acute UTI, most of the tagged clones were still detected in
the bladder, with fewer present in the kidneys and bloodstream
(Fig. 3). Even though most of the tagged lineages were present at
this early time point, their relative proportions, compared to the
inputpopulation,werealreadybeingaltered(Fig.4).Theseeffects
were magniﬁed at the 48 h time point. Several tags were not de-
tected in organs recovered from infected mice at this time point,
and it was generally found that one or two tagged lineages com-
posedthemajorityoftheentirebacterialpopulation.Theseresults
argue that a series of stochastic events occurs once bacteria colo-
nize the host, leading to a small number of tags or a single tag
(clone) of bacteria dominating in a given organ site. Other lin-
eagesdecreasedinsizeandlikelybecomelostfromthepopulation.
Theeventsleadingtotheseeffectsoccurredearlierintheinfection
cycle than expected, taking place as soon as 4 h after the host
became colonized by the pathogen. As infection in the murine
host progressed, the abundance of tagged lineages diverged from
the level in the inoculating population.
A recent study using a mixture of 40 isogenic tagged bacterial
strains and multiplex PCR also examined the population dynam-
icsofUPECasitrelatedtotheformationofintracellularbacterial
communities in mice with UTIs (27). Schwartz and colleagues
proposed that a series of bottlenecks exists in the bladder and
kidneys, with the most stringent occurring within the ﬁrst 24 h of
theirexperimentalUTImodelusingC3H/Henmice.Itwasfound
that IBC formation in a host cell derived from a single bacterium
and that less than 0.002% of the inoculum was able to form IBCs,
TABLE 1 Eigen vectors and Eigen values from C57BL/6J principal components analysisa
Tag or parameter
Eigen vector or value
PC1 PC2 PC3 PC4 PC5 PC6 PC7 PC8 PC9 PC10
A1 -0.112 0.127 -0.196 -0.128 0.218 0.717 0.595 -0.008 0.032 -0.016
A3 -0.035 0.02 0.02 -0.012 0.211 0.555 -0.759 -0.258 0.049 -0.026
A4 -0.063 0.429 -0.701 -0.255 0.339 -0.332 -0.111 -0.122 -0.052 0.009
B2 -0.979 -0.143 0.065 0.042 0.047 -0.107 -0.012 -0.026 0 -0.027
B6 -0.119 0.285 -0.356 0.156 -0.836 0.199 -0.098 0.032 -0.054 -0.046
C3 0.03 0.117 -0.089 0.883 0.232 -0.014 0.089 -0.207 -0.297 0.07
C5 -0.015 0.135 -0.027 0.227 0.006 -0.051 0.03 -0.065 0.884 0.375
D1 -0.077 0.814 0.557 -0.061 0.039 -0.037 0.012 0.037 -0.049 -0.104
D2 -0.052 0.062 -0.034 0.011 0.094 0.109 -0.159 0.677 -0.233 0.659
D5 0.006 0.01 -0.135 0.239 0.169 0.032 -0.116 0.641 0.255 -0.637
% variation (Eigen value) 39.6 18.4 10.5 8.9 6.7 5.0 3.8 3.3 2.3 1.5
a Eigen vectors represent a component of the inherent variability in a data set. Eigen values represent the variance of the data contained in each principal component. PC, principal
component.
TABLE 2 Eigen vectors and Eigen values from CBA/J principal components analysisa
Tag or parameter
Eigen vector or value
PC1 PC2 PC3 PC4 PC5 PC6 PC7
A3 0.012 0.074 0.113 -0.01 -0.119 -0.095 -0.979
A4 -0.133 -0.224 -0.062 0.908 -0.141 -0.29 0.011
B2 -0.166 -0.403 -0.822 -0.163 0.277 -0.088 -0.151
B6 -0.078 -0.036 -0.279 -0.144 -0.934 0.13 0.066
C3 -0.294 0.856 -0.34 0.078 0.051 -0.234 0.037
D1 -0.123 -0.166 0.211 -0.343 -0.108 -0.878 0.112
D2 0.92 0.142 -0.263 0.068 -0.046 -0.238 0.02
% variation (Eigen value) 38.9 16.0 12.5 11.4 9.2 7.0 5.0
a Eigen vectors represent a component of the inherent variability in a data set. Eigen values represent the variance of the data contained in each principal component. PC, principal
component.
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® mbio.asm.org January/February 2012 Volume 3 Issue 1 e00303-11creating a “founder effect” for the ensuing UTI. The use of 40
tagged strains in that study allowed the authors sensitivity in de-
tecting the loss of a given tag. However, the multiplex PCR assay
wascapableofdetectingthepresenceorabsenceofthetagsonlyin
bladder or kidney populations, without regard to the relative
abundance each tag represented in the whole population. Our
presentreportaddsanewdimensiontoourunderstandinginthat
theqPCRresultspresentedherepreciselymeasuretheproportion
that each tag contributes to the population and allow analysis of
entire bacterial populations in the bladder, kidneys, and spleen
(bloodstream) of infected mice.
The ascension from bladder to kidney does not appear to be the
resultofasinglecloneascendingtheureterandcolonizingthekidney
butrathertheresultofalargenumberofbacteriamigratingtogether
orinwavesandreachingthekidneyatnearlythesametime.Further,
the lineage that reaches one kidney may be distinct from the lineage
thatreachestheotherkidney,asmanymicewithcolonizationofboth
kidneyswerefoundtohavedifferenttagsdominatingeachrespective
kidney at 4 and 48 hpi (Fig. 4). In contrast, the passage of invading
UPEC into the bloodstream, as measured by levels of bacteria found
in the spleen, was far less diverse. The major restriction point in bac-
terial population dynamics of an ascending UTI appears to be the
transition from the urinary tract into the bloodstream. The re-
sults also demonstrate that UPEC reliably reached the blood-
streaminlessthan4hafterinoculationofthebladder,basedon
the number of mice with bacteria present in the spleen. No
bacteria were found in kidneys immediately following inocu-
lation, indicating that these results did not originate from vesi-
coureteral reﬂux at the time of inoculation (data not shown).
The rapidity of the invasion of the bacterium into the blood-
stream was greater than previously appreciated and is further
substantiated by observations in human UTI patients. It has
been shown that as many as half of patients who present with
signs and symptoms of pyelonephritis caused by UPEC have
documentedbacteremiaatthetimeofinitialpresentation(28).
Based on PCA and nMDS analysis, our results imply a model
involving distinct metapopulations of UPEC as bacteria ascend and
movethroughthehosturinarytractanddisseminateintotheblood-
stream. The term metapopulation was originally introduced by
Levins in 1969 to describe a “population of populations” connected
bymigration(29).Theperseveranceofthesepopulationsrepresentsa
balancebetweenlocalextinctionsandrecolonizationtoestablishnew
populations at unoccupied sites (30). Multivariate analyses of the
datarevealthatUPECmigrationappearstooccurbetweenthekidney
and the bladder, with bacteria ascending the ureter to the kidneys, as
wellasbeingcarriedbytheﬂowofurinebacktowardsthebladder.In
contrast, movement from the kidneys to the bloodstream seems to
representmoreofaclassicalbottleneckintheinfection.Inadditionto
ﬂux between sites, normal ecological processes shape the bacterial
community at a given site. Forces such as resource competition,
growth,andbacterialdeathfromimmune-mediatedprocessesoper-
ateateachsite.Ifmovementbetweensiteswerethemainfactorinthe
population dynamics of infecting bacteria, then the populations
would be expected to become more homogeneous over time. How-
ever, if local processes such as bacterial replication and death play a
greater role, then the populations would begin to diverge from the
initial population. Bacterial populations in both strains of mice be-
came less even as bacteria ascended the urinary tract and over time.
The data presented here suggest that ﬂux is sufﬁcient to establish the
different populations in less than 4 hpi, but since the populations do
divergeandbecomelessevenovertimeandspace,localforcesappear
to dominate over the course of infection, creating distinct popula-
tionsat48hpithatbearlittleresemblancetothepopulationspresent
in the inoculum. The use of two host backgrounds allowed us to
examine whether there were any speciﬁc host effects on the bacterial
populationdynamics.TheC57BL/6JmiceandCBA/Jmicedisplayed
similarpatternsofUPECpopulationdynamics(Fig.5and6),though
the CBA/J mice displayed more variance than the C57BL/6J mice.
TheCBA/Jmicealsoexhibitedslightlydifferentpatternsofinfection
compared to the C57BL/6J mice (Fig. 2A and B), suggesting that
minordifferencesmayexistbetweentheprogressionsofexperimen-
tal UTIs in these two strains.
The host urinary tract presents many challenges that invading
bacteria must overcome to persist. Urine ﬂow and exfoliation of
the umbrella cells lining the bladder represent physical mecha-
nismsthatUPECmustevadetocolonizetheurinarytract(31–33).
UPECarealsosubjectedtoarobustinﬁltrationofhostinﬂamma-
tory cells, composed mainly of neutrophils (24, 34), as well as
antimicrobial peptides in the bladder and kidneys (35), in re-
sponse to infection of the urinary tract. The outcomes of these
interactions, along with nutrient availability, have a substantial
impact on the population of bacteria colonizing the urinary tract.
Thechangeintagabundanceobservedintheseexperimentsseems
mostlikelytobetheresultofgeneticdriftwithinthetaggedclones
andbottlenecksencounteredduringascendingUTI.Geneticdrift
in a population operates randomly and occurs by chance. Since
notallcellsofacloneexperiencethehostenvironmentinprecisely
the same manner, gene expression within the clones may differ. If
acloneisabletobeginexpressingafactorbasedonsensingasignal
beforeotherclones,suchexpressionmayprovideanadvantageto
thecloneandleadtoexpansionofthatlineage.Anexampleofthis
maybetype1ﬁmbriae,whichattachtomannosemoietiesofuro-
plakin receptors on cells lining the bladder and are subject to
phase-variable expression (36, 37). A bacterium that is already
expressing type 1 ﬁmbriae would be primed to bind host bladder
cells and resist being lost through the action of urine ﬂow. As a
result,clonesfromthislineagemightbecomemoreabundantwith
respect to the other tagged lineages present during infection.
GiventhatUPECstrainCFT073isavirulenturopathogeniso-
lated from the blood of an infected human patient and the rela-
tively short time course of the experiment, it would be expected
that beneﬁcial mutations due to selection pressure from the host
wouldoccuratalowfrequency.UPECisalreadyadaptedtolifein
the urinary tract of a host, making the chance of a mutation in-
curring a large ﬁtness advantage low, since such mutations have
already become ﬁxed in the population. Future experiments ex-
amining the effects of evolutionary adaptation to the host by pas-
sage of a tagged clone through an ascending UTI model multiple
timesandcomparingtherelativeﬁtnessofthatstraintotheﬁtness
of other tagged strains that have not been previously subjected to
passagemayrevealnovelfactorsarisingfromsmallbeneﬁcialmu-
tations that confer advantages during colonization of the host.
Understanding the population dynamics of an ascending UTI
may help identify steps in the pathogenic cascade critical to shap-
ing the bacterial population in the host. The changes in bacterial
populations during infection that allow some lineages to become
dominantandotherstobelostmayrepresentnoveltargetsforthe
development of new therapeutics to treat UTIs.
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Bacterial strains, plasmids, and culture conditions. UPEC strain
CFT073 is a prototypical uropathogenic strain isolated from the blood
and urine of a hospitalized patient with acute pyelonephritis (38). A nali-
dixic acid-resistant (Nalr) mutant of CFT073 was used as the parental
strain for creation of the tagged UPEC lineages. The pathogenesis of the
CFT073 Nalr mutant has been previously shown to be indistinguishable
from that of wild-type CFT073 (39). All strains were cultured aerobically
at37°ConLuria-Bertani(LB)agarplatesorinLBbrothwithappropriate
antibiotics.Antibioticsforselectionwereusedatthefollowingconcentra-
tions: ampicillin (Amp), 100 g/ml; kanamycin (Kan), 25 g/ml; chlor-
amphenicol (Cam), 20 g/ml; and Nal, 15 g/ml.
Construction of isogenic tagged E. coli cft073 strains. The unique
tagsusedinthesestudieswereampliﬁedfrompUT/mini-Tn5Km2(40)by
the use of primers P2 and P4 (Table 3). PCR products of the unique tags
were digested with SpeI and cloned into the SpeI site of plasmid
pCIITn7K-a(41),whichfeaturesamini-Tn7transposonwithkanamycin
and chloramphenicol resistance markers. The resulting plasmids were
transferred to the mating E. coli S17 pir strain by electroporation.
Uniquely tagged isogenic clones of E. coli CFT073 were created using a
modiﬁed triparental mating method as described by Bao et al. (42).
Brieﬂy,E.colistrainS17pirbacteriacontainingtheTn7transposonand
unique tags were used as donors, Nalr E. coli CFT073 was used as the
recipient, and E. coli K-12 carrying plasmid pUX-BF13 (42) served as the
helper strain. The pUX-BF13 helper plasmid expresses the Tn7 trans-
posase that leads to the insertion of the kanamycin resistance gene and
unique tags located between Tn7R and Tn7L into the chromosome at the
attTn7 attachment site between the pstS and glmS genes (20). The three
strains were incubated together on LB agar plates containing no antibiot-
ics for approximately 16 h at 30°C. Bacteria from the mating plates were
streaked for isolation and patched onto LB agar plates containing appro-
priate antibiotics. Clones that were Nalr, Kanr, Amps, and Cams were
selectedforPCRveriﬁcationoftaginsertionattheattTn7attachmentsite.
Recombinant DNA techniques. Plasmid puriﬁcation, PCR, ligation,
restrictiondigest,transformation,andDNAgelelectrophoresiswereper-
formed using standard methods (43). DNA concentration and purity
weremeasuredusingaNanoDropND-1000spectrophotometer(Thermo
Scientiﬁc). DNA sequence analysis was carried out at the University of
Michigan Biomedical Research DNA Sequencing Core using an Illumina
IIx Genome Analyzer.
ExperimentalmurinemodelofascendingUTI.Micewereinfectedas
previously described (24, 44) with modiﬁcations. Brieﬂy, overnight cul-
tures of the relevant strains were adjusted to an estimated density of 4 
109 CFU/ml and mixed equally. Six- to 8-week-old female CBA/J (the
Jackson Laboratory, Bar Harbor, ME) or C57BL/6J (the Jackson Labora-
tory, Bar Harbor, ME) mice were anesthetized with ketamine-xylazine
and transurethrally inoculated with a 25-l bacterial suspension over a
30-s period, delivering approximately 1  108 CFU per mouse. Dilutions
of the inoculum were made, and CFU were quantiﬁed using a Spiral Bio-
tech Autoplate Spiral Plating system (Spiral Biotech, Norwood, MA) to
determinetheinputCFUpermilliliter.Micewereeuthanizedbyanover-
doseofisoﬂuraneat4and48hpi.Animalprotocolswereapprovedbythe
University Committee on Use and Care of Animals at the University of
Michigan Medical School.
gDNA extraction and quantitative real-time PCR. The bladders, left
kidneys,rightkidneys,andspleensfrominfectedmicewereremovedand
homogenizedusing2mlofsterilephosphate-bufferedsaline(PBS)andan
Omni GLH homogenizer (Omni International). Twenty-ﬁve percent
(500 l) of each organ homogenate was plated and cultured on selective
LB agar plates containing kanamycin. The majority of the resulting bac-
terial growth on the LB agar plates produced a lawn of bacteria that were
washed from the agar using sterile PBS. At a minimum, 200 bacterial
coloniesperorgansampleweretakenfromtheLBagarplatesusingsterile
PBS.Samplescontainingfewerthan200bacterialcolonieswerediscarded.
The resulting bacterial suspensions, which contained a mixture of the
tagged UPEC lineages, were adjusted to an optical density at 600 nm
(OD600)of2.0.GenomicDNA(gDNA)wasextractedfromthesesamples
by the use of a DNeasy blood and tissue kit (Qiagen) following the man-
ufacturer’s protocol for Gram-negative bacteria. All gDNA extractions
weredilutedto10ng/l,splitintoaliquots,andstoredat20°Cuntiluse.
qPCR was performed using a Stratagene Mx3000P instrument. The
primers used for qPCR are listed in Table 3. Each reaction utilized a
primercommontoalltagsusedinthestudyandaseparateprimerunique
to each tag. All qPCRs were performed using a 20-l reaction volume.
Each reaction contained 10 lo f2  SYBR green PCR master mix (Strat-
agene), 300 nM carboxy-X-rhodamine (ROX) passive reference dye,
150 nM (each) primer, and 50 ng of gDNA. No-template controls were
used to conﬁrm that reagents were not contaminated with gDNA, and
melting curve analysis veriﬁed that no primer dimers were present. Stan-
dardcurves,basedon10-folddilutionsrangingfrom3106to300copies
for the tag being quantiﬁed, were determined for each reaction plate and
used to quantify the amount of each tag in a given sample. A standard
curvewithaslopeof3.30.3(90%to110%efﬁciency)wasconsidered
acceptable. To verify that our method of bacterial growth and recovery
accurately portrayed the true abundance of each tag, we performed an in
vitroexperimentcombiningequalamountsofeachtaggedstrainandplat-
ing either an undiluted sample containing 1  108 bacteria or dilutions
containing 25%, 2.5%, 0.25%, 0.025%, and 0.0025% of the original bac-
terialpopulation.Bacteriafromtheentireplatesurfacewerewashedfrom
theagarwithsterilePBS,andgDNAwasextractedfromeachsample.The
resulting quantities of each tag in the diluted samples were then deter-
minedandcomparedtothequantitiesofeachtagintheundilutedsample.
qPCRdataandstatisticalanalysis.Totestfordifferencesintheabun-
dances of tagged CFT073 clones in the urinary tracts of mice, we con-
ducted a two-way analysis of variance (ANOVA) using the general linear
model procedure (PROC GLM) and SAS statistical software (SAS Insti-
tute, Cary, NC). Brieﬂy, the abundance of each tag was estimated accord-
ing to the proportions of the individual tags by the use of qPCR (copy
number of each tag/total number of copies of all tags). Tag proportions
were normalized to the total copy number of the input inoculum (pro-
portionoftag—proportionofinputinoculum).Thisvariable,calledthe
normalized tag proportion, was used as the dependent variable in the
ANOVA, and the inﬂuences of two independent variables, organ and tag,
were tested for signiﬁcance. The interaction between these two factors
(organ and tag) was the focus of our analysis. To visualize differences in
normalized tag proportions between organs, the least-square means and
95% conﬁdence limits were plotted for each tag and shown separately by
organ using Prism 5 (GraphPad Software).
For the nonmetric multidimensional scaling (nMDS) and principal
components analysis (PCA) studies, the quantity of each tag was again
normalized and expressed as a proportion of total tags in each sample.
Raw data were imported into the multivariate statistical software package
Primer 6 (PRIMER-E) and used to calculate Pielou’s evenness index J= 
TABLE 3 Primers used in qPCR studies and cloning
Primer name Sequence (5’–3’)
qPCR A1 TTCCCGAGCGCACCACAAA
qPCR A3 ACACATACATCTCGCACGCAAACG
qPCR A4 TTAGCACGCACTCCCACCACCAA
qPCR B2 TTAGCACGCACTCCCACCACCAA
qPCR B6 AAACCAACATCTCCCTCGCCC
qPCR C2 TTCTACCACGCCCAAACATCACC
qPCR C5 ATAACACTCCCGCCCACGAGAA
qPCR D1 ACACAGCAAACGCCAGCTCTAT
qPCR D2 TTCGAACTCGACCGCCAACCAAA
qPCR D5 CCACTCAATCACGCAACACCC
pWAM qPCR F1 TTTGAGACACAACGTGGCGGAT
P2 ATCTCCACTAGTTACCTACAACCTCAAGCT
P4 CTGCAAACTAGTTACCCATTCTAACCAAGC
Walters et al.
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represents the maximum value the index would take given a completely
even distribution of n number of variables. The evenness measurements
for the controls and experimental samples were plotted and analyzed in
Prism 5. Normalized tag proportions were imported into primer 6 for
PCA using standard methods. The plot of the samples for the ﬁrst two
componentsisshowninthegraphonthexandyplanes,andtheloadings
of each Eigen vector and Eigen value are reported in Table 1 and 2.
The normalized tag proportions were compared to the proportion of
each tag in the inoculum according to the formula |In-On| where n equals
uniquetag,Inequalstheinputproportionoftagnumbern,andOnequals
the output proportion of tag n. This generated a new set of variables that
measurethetotalamountofdivergenceforagivenorgancomparedtothe
input mixture of tags. By comparing the distance away from the input,
organsfromdifferentexperimentswithdifferentinputmixturescouldbe
directlycomparedprovidedtheycontainedthesamenumberoftags.The
normalized distance measure was imported into Primer 6 and used to
create a similarity matrix using the Euclidean distance measure. The sim-
ilarity matrix was then used in the nMDS application of Primer 6 using
100 iterative restarts. The best scoring ordination of the 100 runs, deter-
minedbyhavingthelowestKruskalstressvalue,wasselectedforinclusion
intheanalysis.DatafromCBA/Jmice,testedfrommixturesof7tags,were
analyzed separately from control and C57/Bl6 mice, which used the same
mixture of 10 tags.
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